Inventory of supplemental information
Nuclear extracts were prepared from transfected cells and probed with 24 base-pair 5'-biotinylated dsoligo encompassing the EBF1 binding "site a" in the Gata3 locus. EMSA was performed using 4% native-PAGE gels. Relative affinity of EBF1 to "site a" vis-à-vis the canonical EBF1 binding site in Cd79a locus was demonstrated when the DNA-protein complex was abrogated with 200-fold molar excess of the latter unlabeled competitor oligo (lanes 1 and 2). When incubated with a mutated "site a" oligo, EBF1 failed to form a stable complex (lane 3). The unique specificity of EBF1 binding at "site a" reaction was further demonstrated upon retardation of this complex with an anti-His 6 antibody. Related to Figure 4 . 
Site b
Forward primer GACGAAAGGCCCAGTCCTAAT
Reverse primer GTCAAGGGACCTTTCTCCATGT

Site 1
Forward primer GCATCCAGTCTAGCTCCTCTGGTG
Reverse primer GCCAGTCCCTAGTTCACAGCTTCG
Site 2
Forward primer GCCTCTCTACTGGGCGTCTTCCAG
Reverse primer TAGCGAGACCTAGGCTCACTGGTC
Site 3
Forward primer AGAGACTGAGAGAGCGAGACATAG
Reverse primer GCAGGAGCCCAGGACTGACTAAGC
Site 4
Forward primer CTCCTTTTCTATACCCTTAACTGC
Reverse primer AGTACGTCCACCTCTTCCGTCAGC
Site 5
Forward primer AGGAGTGGTGTGGTCCTGCTTCAC
Reverse primer CTGTCCACACTCGCCAACTCTAAG
Shown are the primer sequences used in ChIP reactions to determine EBF1 occupancy and H3- progenitors were also cultured in serum-enriched IMDM-glutamax supplemented with 10 ng/ml IL-7
only. The E2a −/− thymoma line 1.F9 was cultured in RPMI, 10% FBS, Pen-strep. All cells were maintained at 37°C in a humidified incubator with 5% CO 2 .
T-lymphoid differentiation assays. Bulk and clonal assays measuring T cell differentiation were performed using OP9-DL4 stromal cells as described previously (Weber et al., 2011) and in our supplementnal information file. For bulk assays, OP9-DL4 stromal cells were plated (20x10 3 total stromal cells/ml) 2 days prior to initiation of co-culture. 200 sorted progenitors/well were added to preestablished stromal layers and cultures supplemented with 10 ng/ml IL-7, FL and SCF continued for 7
days. For single cell cultures, 96 well plates were first seeded with 3000 OP9-DL4 stromal cells 2 days before the culture began. On the day of the experiment stromal layers were irradiated 3 hours before seeding progenitors. Just before sorting the media was switched to IMDM, 10% FCS, primatone, L-glut, and Pen/Strep supplemented with 10 ng/ml each of the cytokine cocktail mentioned above. After 10 days, non-adherent cells were harvested and analyzed by flow cytometry. Electrophoretic mobility shift assay (EMSA). Recombinant EBF1 protein (amino acids 26-422) was expressed as a six-histidine-tagged fusion protein in 293T cells and nuclear extracts were made 48 hours later using the NE-PER nuclear extraction reagent (Thermo Scientific, Rockford, IL). 24
Plasmids. MSCV-IRES-GFP (
base-5'-biotinylated DNA oligonucleotides were purchased from IDT (Coralville, Iowa). Equal molar amounts of complementary strands were mixed together and allowed to anneal for 1 hour at 37°C to form double-stranded probe. EMSA was performed using the Lightshift chemiluminescent electrophoretic mobility shift assay kit (Thermo Scientific, Rockford, IL) according to the manufacturer's instructions. Briefly, 4 μg of nuclear extract was incubated in binding buffer supplemented with poly(dI:dC), 2.5% glycerol, 0.05% NP-40, 5mM MgCl 2 , 0.1mM ZnCl 2 and 20 fmol wild type or mutated biotinylated ds-oligos for 20 minutes at room temperature. In lane 2, 200-fold molar excess of unlabeled competitor probe was also added. A monoclonal anti-His 6 antibody (GE Healthcare) was also added to the reaction in lane 4 followed by an additional incubation step for 10 minutes at room temperature. Protein-DNA complexes were then separated from the free oligonucleotide by electrophoresis through 4% native polyacrylamide gel containing 0.5× Tris-borateethylenediaminetetraacetic acid and transferred to a nylon membrane at 380 mA for 60 minutes. After cross-linking the transferred DNA to the membrane at 120 mJ/cm 2 using a UV-light at 254-nm, the membrane was incubated in blocking buffer for 15 minutes and then conjugated/blocking buffer for another 15 minutes. After four washes, the membrane was incubated in substrate equilibration buffer for 5 minutes, then substrate working solution for 5 minutes, and then exposed to Biomax MR film (Kodak, Rochester, NY). Sequence of EMSA oligonucleotides are as follows: sense Gata3 "site a"
(ACTCCCCTCCCTTGGAAAAACAAA), antisense gata3 "site a"
(TTTGTTTTTCCAAGGGAGGGGAGT), mutated sense gata3 "site a"
(ACTCCCCTCCCTTCCTAAAACAAA), mutated antisense Gata3 "site a"
